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BASIC- ABSTRACT: 

NOVELTY - Identifying (Ml) an agent capable of promoting or suppressing the 
activation of p53 protein in a mammalian cell, comprising culturing a cell capable 
of expressing GADD34 gene in the presence and absence of a candidate compound, and 
detecting the compound capable of promoting or suppressing activation of the p53 
protein based on the promotion or suppression of GADD34 gene expression, is new. 

DETAILED DESCRIPTION - Identifying (Ml) an agent capable of promoting or 
suppressing the activation of p53 protein in a mammalian cell, comprising: 

(a) culturing a cell capable of expressing GADD34 gene in the presence and absence 
of the candidate compound; and 

(b) detecting the promotion or suppression of GADD34 gene expression. 

The therapeutic agent is identified as a promoter of activation of p53 protein if 
promotion of GADD34 gene expression is detected, and the therapeutic agent is 
identified as a suppressor of activation of p53 protein if suppression of GADD34 
gene expression is detected. (Ml) optionally involves: 

(a) culturing a cell capable of expressing GADD34 gene and PP1 alpha gene, in the 
presence and absence of the candidate compound; and 

Mb) detecting the promotion or suppression of an interaction with GADD34 and PP1 
alpha gene. 

The therapeutic agent is identified as a promoter of activation of p53 protein if 
promotion of the interaction is detected, and the therapeutic agent is identified 
as a suppressor of activation of p53 if suppression of the interaction is detected. 

INDEPENDENT CLAIMS are included for the following: 



http://westbrs:9000/bin/cgi-bin/accum_query.pl 



9/29/05 



Record List Display 



Page 2 of 2 



(1) promoting (M2) activation of p53 protein in a mammalian cell, by processing the 
target mammalian cell using a GADD34 gene expression promoter; 

(2) a composition (CI) for treating the disease or failure, comprising a GADD34 
gene expression promoter associated with activation of p53 protein, and a carrier; 
and 

(3) a composition (C2) for treating the disease or failure, comprising a GADD34 
gene expression inhibitor associated with inhibition of activation of p53 protein, 
and a carrier. 

ACTIVITY - Cytostatic; Antiinflammatory. 

MECHANISM OF ACTION - Modulator of activation of p53 protein. 
No biological data is given. 

USE - (Ml) is useful for identifying an agent capable of promoting or suppressing 
the activation of p53 protein in a mammalian cell. (CI) is useful for treating a 
disease or failure such as cancer or tumor. (C2) is useful for treating a disease 
or failure such as inflammatory disease. (All claimed.) 

ADVANTAGE - (Ml) effectively identifies modulator of activation of p53 . 
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>s?fbsnfcp 5 3©fl^iiip-r5(ii:^^$nT^?. 0 

[0016] 40 

«±©J:SftS]Jifr6, nB?LiJ^ailiart E43ltS p 5 3 * >/<*K©8ttfl:*«]BSfe 

< tt MBBrtfcfcttSfc b p 5 3*>;^R©ffittfb, «r ft: h p 5 3»>/<^fC©S 

i 5 gg©-b u >«»© v >mitic .tssftfb. ^ffiitsfctiw^j-rs t«t?ti5 0 

[0017] 

*»W©$-©8ttK J: GADD3 4»fi?aa*ilfflS-r5fll^*iB 

©ffiiiai3:fcti»MS]-e*S„ ftoT, c©j&i£tt«T©ie*S€tfc©fcSn* : 
(a, ) GADD3 4afif^fgib351B*, *im*©#ft"F fc * V»T , 

^©TfiTT^HuiaaaHaA^ g a d d 3 4jte?£?ggib? s*ft-FicTig«-r sis ; 43 <t 50 



(7) 



JP 2005-130744 A 2005.5.26 



(b, ) IS (a, ) lC&0®ibtl?>MMlCl5\,>T. GADD3 4iB£?S£g!<D{Eii5l:ft 
[0018] 

*%m<om-<Df&m\c3:zmy>mfe&-ei&, is c b , ) Kfe^TGADD34i£? 

aHfcfcUTBJtStU IS ( b , ) Cfc-^TG ADD3 4 ifef %!<Dil$iJ)!)^tB?nf: 
C 0 0 1 9 ] 

IS (a , ) fcfel^Ttt, rtHttG A D D 3 4iIfi : F^^-r5fflBa^^(DtSO^T'M 10 
^5tt*'f?5)l^ rtHttG ADD3 4'lfi?«5W|[tfrfrb6f, G A D D 3 4 j8<5 

**«s^**5K:afi?»ftSftfc»iB*fli^Tt>j:^. gadd3 4 * 7 
5 / & bb 3»j ^ <fc cf :ft« 3- k-t 5 51 * u*^ k sa nttm am ^Htfe^ti at-ji 0 , 

» BB?IJ#*I 1 **tfEJIJ## 2 (N C B I 7*-trX#^ : U 8 3 9 8 1 ) 
5thGADD3 4©E?Jf)^(f6n5„ Mi i? # T* & ftlf , tft&flDEWfcfrJHt-SCfc 
fC<fc9, (0>J*.f£x Sambrook et al., MOLECULAR CLONING, A LABORATORY H 

ANUAL, 2nd Ed.; Cold Spring Harbor Laboratory Press, Cold Spring Harbor, N. Y. (1 
989) % J8 ^ T * ifi*a«iC h7>X7x^ t^ff 5 0 

[ 0 0 2 0 ] 

*wm<o% g L^mmmmic &tus % is (a, ) kx^t ztizmM&mzimvs 20 

ft T *5 ?K 0(1 x. Jf . COS-71BS, C 1 27lffi> N 1 H3T3IB, CHOIBS> H 
EK 2 9 3 lffl> HeLafflfla, B H K gffl 8S . S O A S - 2«JSf id'ilf 6>tl«, 3: ft , 

i; *y-A»^«fl[» «'J7f-HM, xrv-rxtt-^antiu x^^^r 

[ 0 0 2 1 ] 

aiftfc.MEiMifii:*^ >*i^-b^rsc fccfeoTfjaa % ft, jgffi^ 

^cD^fiTT'tuKiMBa^ G A D D 3 4 jtfi? L 5 3 ft tt, y USSHtf, UVM, 30 

MMSffliSHOfii^ffl^TDN AlffiX h t/Xt^A § C t C i tS^ctS l fc 

T* £ , & & ^ « , h =y y X7 x * 5/ a > fc ffl ft H £i 7 2 - cfjcorn^-* - * ig tt ft: 
, imflsottx sjba««£tt. s^#T-fc*wf ji«tcas?^5 c t*'-p?« 0 

[ 0 0 2 2 ] 

II ( b , ) tCfc^T, G A D D 3 4 )ag?%31<D<Sii* ft (±«)3fJ(i, 

^liraRNASftli?y/^I, <E>ffi£«iJ5£T 57? jfctf^tf & tl S . S 6 IC % GADD3 
40mRNAitt, otl£&gW&75^V-^7£/8^3RT-PCR££3it|iI©m 40 
fc***»*fr*$ JSrffi^fc* 9 8B£-*-S C £ T?**, * ft , GADD34^;^I 
HBfr6ff&ft**>/<*Kttm****»»Lfc«fcGADD3 4 lCl$g«& 

ffift £ ;b t c n # ft w -r 5 ^ a y 7 a y ha^tc^oii^-rscitA^T'^^o £ e> t , 
*&m<D»& L^mmmmtc&tus, xm c t> , ) a, is (a, ) fc^off^nssana 

icfctt* G A D D 3 4 3t{s?5!S©^Si:. «Hf ft^»o^ft T « nfeWJattflS fc 

fe^5GADD3 4ite^%JS©^gi:^j±iK-r5;ii:^^A.T**5o ttMHSfi, mm 

aStofcSjtaLft^tfcfcR** IS (a, ) fcisi-o^fteicfcoTffsctjbfesSo 

[ 0 0 2 3 ] 

*%H©m~<Dffi«{CJ;5^^ra^S{i. GADD34?>^>ltPPl atCftl 
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: 

(a 2 ) GADD34iB£?;fe<fctfPPlajfle : ?*«8IL5*IIBI!S*» iSffi^^<D#ft 
TKfc^T, Si^ffig^©^ffiTT'iiun2iraflS#GADD34it£7fcJ;t/PP 1 a itfi? 

( b 2 ) Ii ( a 2 ) K <fc 9 f#e>n?.ifflflS(Ct5^T, GADD3 4 ^ V/^Sfc P P 1 a 

£<Dmi5.ftRi<D{B.m£rciiWfflittfiBi? 3is 0 

[ 0 0 2 4 ] 

ji*^w?nfc^^fc(i, zvmwmmtt P 5 3 * hosm^m-t l 10 
Tisi^^n, is (b 2 ) Kfc^T. tutatasff ^©fflisj^^m^ nfti^ctt, *-<7Xg 

ffi^t)^ P 5 3^>/^R<DS14ft^«lSiJ-r5^%i:LTP^^n5„ 
[ 0 0 2 5 ] 

IS (a 2 ) Cfe^Tfi, ^0ttGADD34ieffc<l:tffilftPP 1 aiie?£W 

-r> gadd3 4jte?fc-j:tf/sfcttpp i am&?*f%mt % & ? icm&?mttz n 

fcfflflSfcffl^T £ i^o G ADD 3 4 2://^®<D75/i?ga^Jfc<fclfcn£3-K-f3 

7 * is*? h'mmi.%&Wittmicis^T ®mT*& o . ib?ij#€ 1 *5<j;tfsa?ij## 

2 (NCBI7nx#§:U 8 3 9 8 1 ) K^gftSIl h C A D D 3 4 OSWff*tf 6 
ti5» PP l «#>;<*K075>'lEWJiJ:ffi:ftt3-Kt*5i*U*f Ffi 20 

JfiJfiSeW^S tc 43 T « *0 T* & 0 , W*.ti\ E^iJS^ 3 *><}: tf EJUM 4 (NCB 17 
nx|f:X 7 0 8 4 8 ) (Ci?tl5thPP 1 aOE^Jtff^^nS. ^H#Tfe*l 
fcf , CltlP.<DBB?iJ*#Si-r5ilfc{c<};0. fit *P (WAS, Sambrook et al. , MOL 

ECULAR CLONING, A LABORATORY MANUAL. 2nd Ed. ; Cold Spring Harbor Laboratory Pres 
s. Cold Spring Harbor, N. Y. (1989) t) ttm^T, M M Z M ® K. h =7 > X 7 

[ 0 0 2 6 ] 

*5iW©jf$ L^HttttttR: J:titf, IS (a 2 ) fcfc^Tffli^ 6 n 3 ffl BS ti RB IL » «j 

nt*!)« WAS, C O S - 7 Iffl IS , C 1 2 N-IH3T3IB, CHOWBS. H 30 

E K 2 9 3 &JB AS , HeLaiMSa, B H K $HB!iL S O A S - 2 M&m tfm If Z ft % <, % K , 

[ 0 0 2 7 ] 

is ( a 2 ) icisiizmmit. %&.ffittWic3si,>T%>®<Dmwm%i3m. 

t»©^ftTT*Hufa*ffllja# GADD3 43lG?t5<tO ; PP 1 afgf ^^IL ^ifrtt, 
y&BBft* UVH», MMSII4^iDgfi?:ffl^TDNAliXM/X?:^x5i:i:K 

[ 0 0 2 8 ] 

IS (b 2 ) fcfct^T, GADD3 4^y/^S4:PP 1 otOilfffflOfilSfttt 

CfcfcJ:oT*tH-rSJ:i:*T*S, G ADD3 4*y/«fHt P P 1 a £: <D f§ 5 ft ffl x 
t C ft t>(D&&l,C it), mfH<D? P 1 a^y/^RcDStiM^L, — 36T Tf, JOB* 

fp<DPP 1 a *>rt?m<DA&mija?%o ffiot, GADD3 4?y/^ItPP 1 at 

<DmMtt%<D&mitmmt t lis, «rt*fc»«iifistf©pp 1 a * y/^s© 50 
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jb © w m £ ^ -r „ ^saa^cDPPia^y/^sa^iiinfiBufEfflsffffltDffiji^ 
l » *(D'&. p p i a c»a»4Rft*)fl^T c n*«ta-r s-f Ay ~?u y o 

■ StScitfTtS. S 6 K, *»BO.!ff* L wlfcftttttlc J:titf , II ( b 2 ) (4, 
I® ( a 2 ) fc«fc9ff6nSMffifcJ5ttSH&effl5ftfll<D3l£fc, IS ffi ft* ft © * ft T T? 

•e * s o 

[ 0 0 2 9 ] 

GADD3 4lfif%HEIIJfeJ:ffGADD3 4-P P 1 afflSttflUBitaitt, »i¥L 
p 5 3'* V/<*K©8ttft*MT«C liEoT, *^EPi 

icktitf, WILSlftSBiartCfettSp 5 3*y/**K©gttft*ffiJ!TSj5fffi?«oT, 
iWi:t-5nf?LS)ft^lia%s GADD3 4 it ffl $ fc fi G ADD34-PP1 

££ft{i\ p 5 3 *y/<*R©iSttfttf»«±W»fc«n*gi*}|^ttl»*%J&*'r*fc 

G A D D 3 4 Ifif MlffilSiJt ft G A D D 3 4 - P P 1 a ffl Sff ffl (E'Jt JW © ffi 20 

m*a«*n*. ?e»tc, ^^nicintf, fe&±wa&M© g a d d 3 4 iie^fsgns 

itSJtfcfci: GADD34-PP 1 a ffl-Sttffl M*M * IC S^* S £ t£#A,T-&5 

» p 5 3 ^>^*K©JSttft)V»«±*J»i:«ti*JSlft*fc(4HlfF*»«*feH: ; PI»^r* 

StttfUttsn*. «&ic» * » 93 1 * n « , P 5 3 * >/<*iio»ttft^»*±w»i: 

*n*««*fcttl»SF*}ft«-r*ft«>©SIIJW©«JElK*tJ*, GADD3 4 jI£?5ggl{E 
li*ftl4G ADD3 4-PP 1 offliftfl!fiaiOttMffft««n«. 
[ 0 0 3 0 ] 

p 5 3 * >/<*KOfSttft#»«±*»i:«n*«ft*fcttl»«tt«flC«H*tl'* fe© 

»* b < ttqt9LA«, fllfctf* fc: h $ fc tt # k h «?L»ft i £ ft -5 o 30 
[0 0 3 1 ] 

GADD3 4 B£?»£<lg*!lti, *«H0«-©MK:*S*»rajeB;lCj:r>Tra£ 
tSCttfT'tSo £fc, GADD3 4-P P 1 affll^HSilfi, *%W<Dm~<Dm 

[ 0 0 3 2 ] 

♦ SflCffSL^tittKihtf, titGGADD3 4ie?%IiElltt, GADD 
3 443-Ft5DNA**A, , P44«S'<i'^-J:«n5. t0«k5ft««'<**-fcJ: 
, EMM 1 fcjRSnS ? * U** £ft#JH IT, a««»»K33^Tfl»I©« 

fW4g«iaoTiigf5i:ttfft5„ $fc, laEfgs^^^-tt, Mx.tf. Msg 

[0 0 3 3 ] 

G A D D 3 4 ififi^SSSIWifilflUB <fc tf G ADD34-PPU ffi 5 ft « W ffl SJ 14 » Rt 9L 

■iHiiiBSrt p 5 3 * y^^nosttfttum-r* c *. t£o x\ 
ictntr , "S?Lijft«Bflart{cfe^sp5 3*y^*s©?sttft*«iiw-rs*tt-p*oT, 

gift t? Zm%®W!>mifo* . GADD3 4ittK^fig!aiflii]aiJ3;fc{4GADD3 4- PP 1 
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tZfciboy. GADD3 4il{E^fgS«l33JfflSfc{±GADD3 4-PP 1 a ffig^fflfflJlH 

Sd0«fli*«««*n*. se>(c *$8uuc inif > ^«±#^%*© g a d d 3 4 

*s sum mat * &<* gadd3 4-pp 1 a«sttfli»iMffl*«ift#fe:«#"r*ci:*dA/ 

p 5 3 * >/<*KOJSttft©H#3y}&*±Wa!ri: «n***$ fctt»#*}fe*S 
fctt^K-rsaftttfttiKsn*. *^WfcJ:ntf, P 5 3 * >><*K©Sttfl:0 

H#tf»*±#»t«n«*ft*tett»#*»*r*fcii)©as»i©«ifiK:43tt5, gad 
D3 4ae?5esffl3Pjffltfc{iGADD3 4- pp 1 a ffisff/sniMMoiefflfltaiK^n 

So 

[ 0 0 3 4 ] 10 

* t> <D T ti ft V> , »* L < tt&«£lL MitfittBffiU t?ft«„ 
ftSfctt^WCftftfcftSlftfc^tt, Jff* L< H:Ri?L»», 0J*tf. tbSfttt#tK 

[ 0 0 3 5 ] 

gadd3 4m&?fzmwmmiz. xftWDm-ommiczzmvumfemic z^rmiz 

tScfc^T^S. Ztc. GADD34-PP 1 s ffilffl»MMtt, 
[ 0 0 3 6 ] 

bt>*«»«c *n«» meg a d d 3 4 ae^isaaiwffltt, gadd 20 
3 4»£?©«s*wsttc»&J , rs;rv*-fe>x«»#?fc;*4'i*o 7>^-b>x»« 

ftVXlS^JIi, GADD3 4 167 O 5 ' 3 - K ««OE5U ££"3^ T Kff- S flfc 
, »10~40SSfiO7VftVXRNAk?ft5. ffi © H {* 0IJ T* « , M 12 7 > -fe > 
GADD3 4 ifie?<D(g¥fc:M4f S 1H*4>B*I iciltttt & S <fe 3 ICR 

##lKa5*n««fc9ftGADD34j|G?©E5>JlcSr3^T, SSfcRtr-TSJlfcfttT 

[ 0 0 3 7 ] 

**BO!f*l/^S([«8aEJ:fttf. WEGADD3 4li?«Sjl|lWIIi, GADD 30 

3 4»e : ?©««*WHWKaitt , rSs i RNA8l»?tf^5„ l^T, 
Ts i RNAM^fJ tit. s 1 RNA*OtO«ltt4<, fl(ttlOR4>iC s i RNA 

5iAt55> i9I^2*SRNA»f^tt«tS. s i RNAiif)f (i, RNA 

(rna 1 ) cioTtttieyoastniMtsciffT**, 

5 (Elbashir, S.M. et al. , Nature 411, 494-498, 2001 ) o s 1 RNA», ASifttCfi 

, mwm&?<DmRN AictemMfrmMicmmfts 1 9-2 im&a<D? tuxi-Yf&m 

4E«t«HS, «fc9fi^3*u**-KEai*dA,-efts. c © <t 5 ft s i rna«i» 
E?ij#^i(c^^ns<fc9ftGADD34jie?oBE?ij{ca-^^T, ^^t^n--r 
sa^T'ts. b5 ts s i RNAgeftt, iffliiatpfcai^^n/iji^ft^^^ 40 

-la^t^IStSilttT'SSo f^T, HuieGADD3 4jie?f8Sffllfl?Jffl(±, G 

a d d 3 4 ii£?<D?8st£«f rnmicwm? 5 s 1 R N Aat^y^^st^^i' ^-t L 

KflS^-f 5 C t #T* # 5 (Bass, B.L., Cell 101, 235-238, 2000 ; Tavernarakis, N. et 
al., Nat. Genet. 24, 180-183, 2000 ; Halagon, F. et al., Mol. Gen. Genet. 259, 6 

39-644, 1998 ; Parrish, S. et al., Mol. Cell 6, 1077-1087, 2000) „ 
[ 0 0 3 8 ] 

g a d d 3 4 mfe?%m&mm. g a d d 3 4 - p p 1 a ms.ttmiR.mm. gadd 3 

4 m&¥f£mwwmis <ttf g h d d 3 4 - p ? 1 amnr?mwmmiz. mm. mm ft. & 

T. Mfaft. mn. mm. femzrcit^mLz 3 t?zmmt.rciiwm\c&ii 50 
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„ mmtatzitwmK&vTm'g.&izi'ftZo -mmica. mm^m±^mmn.. -sift 

0 » t& 0 . 00 1-S51 OOOrag/ftikg, !fSL<li80. 01~8lOmg/ft 
ikg, «fcO$F£L<ttttO. 0 l-8lmg/t|ilkgT'g§o 

[ 0 0 3 9 ] 

GADD3 4ite?^^{Eilffl, G A D D 3 4 - P P 1 afflfiftfflffiia, GADD3 
4 &e?R9tlHMftrfe£ tf G A D D 3 4-PP 1 a ffl S ft JJJ ffl 8?J ftj li , gH±lrg;*ft5 
fl#i:i:fel£a*t*cfc«fe**. ftt>T, *fgmic ifttf, GADD341£?%1 
CiSISftttGADD3 4-PP 1 affiSftflHEitai, *5J:tfl£ag±fFg£ft3ffl{*£# 10 

a,t*&3, sxiitWtfSiKin, isiasia, p 5 3 *>/<*s©i£tt{ttfi&js± 

ft tf , GADD3 4l£f^IWS]i^ft(i;GADD3 4- PP 1 afflSftfflWiffl, * 

*tf E^wg^ssttfc^A/TfasggffijSfcffJifltsft, KE^ffi/jK^tt, P 5 3 

ffi^5n4R*W4I»Ott)l4^CJ5i;T, 3 ME <t 5 2 ft S . #»W 

E J: zmm&f&VBH. ff$ L< (4, »*±W$»*©GADD343B£?»Sfli3i»k GA 

dd3 4-pp i ams.ftmfemm. gadd3 4mfc?%mwfflM&tc&G a d d 3 4 
-p p 1 o«sffffl«iiw#j» ft6tfKB*±if8Sft*i§f**^T?ft«t>©fcSftSo 20 

[ 0 0 4 0 ] 
[ 0 0 4 1 ] 

tH 1 : GADD3 4 p 5 3g>US>Bft;fcg>B8)i 

i . ttttfe* gara 

N I H 3 T 3 HfflBSli * American Type Culture Collection (ATCC, Rockville, MD) 6 
Af l< 1 0 %^'>I&JSjfil» (GIBCO) ttffifiLrzpJl^v =HH%s(--!fil,tgj& (DM E 30 
M, Sigma) cp. 5%C0 2 *"§-tyjtojl^ffl^lk 3 7 t T* St 8 L, o SOAS-2iWBa 
fcfc, l|/W*'Jy-XtV>- (RIKEN BioResource Center, Ibaraki, Japan) £ 09 
AU> 10 %f 5/»jajlilJ» (GIBCO) *I?tLft773^5 Aigi (GIBCO) *T-it5I£-e 
feo U V - C mSt01tibK. s MM* PBS T?jft#L, ^<D&s FUNA UV LINKER Fsl500 (F 
unakoshi, Tokyo, Japan) fcffl^Tlgi&C^ftT^Ha&fLfco MMSfcJ;fffF7^'fi' 
'Jytt, Sigma-AldrichfrP>ffllA Lfc > * P ^ * * 5 K fiCalbiochem P> fflt A L It „ 
[ 0 0 4 2 ] 

GADD3 4Mm"immmjk<D®iLis&TSiMMmm 

GADD34 t e t - o f f mm»Smmm%i*®iL? Zfzlb. NIH3T3HHS** 
tTAI»r-//^I$iltSpTe t-o f f ^7X5F (C Ion tech, Palo Alto, C 40 
« th7^X7iHU G 4 1 8ltt3n--*IRLTl9IIStft. t T 

A 2 Z/ rt? m*$£m-? ZfflMZ , p T R E/7X5 K (Clontech) <DBamHI/Hin 
d I I I W ffi * fc G A D D 3 4i!£?£jtpAT 5 £ t IC & 0 IB 3S L p T R E - G A D D 
3 4 «§8»TS eth7>'X7i^ Hfcc pTRE-GADD 3 47'7Xn , I*h7> 
X7i^h?nftIB52 1 0HOA^^n7>f>'>' ( 2 0 0 (i g/m 1) MfCJcDjl 
ft Is §^-r^nv-Y^yB14nDr:-^SiJ/{?(c(5ii|xu, fftfnto^Tt e t-o f 
f ->XfAlCj;5GADD3 4?>A7l%S©^ai^fi4oft„ GADD3 4 SI ® 15J fig 
SHfla*, 1 0 % "7 v'fl&Jfclfilo? (GIBCO) £*f?t Uft D M E M SJft «f K J3 ^ T , 2 /i g / m 

1 <Df- b t V y<Dft&TT*mffi2-&tc 0 GADD3 4 # > >7 M<D5£MZMm? 3 

fF7t^^'Jy^ttt5DMEM^i^i£L, 7 U - h £ P B S T* 2 0 gfcft 50 



JP 2005-130744 A 2005.5.26 



U =t<0'ik, f h7t>fi"J>««Sft^i»4DMEM«i*»|fili:lDift„ GADD 
[ 0 0 4 3 ] 

SOAS-2mBS^6 t 7x;l/^ > U-h±{i: 1 x i o 6 mfa/V x /I/O ft ATM b fc„ 
Cl<D8ffl8S£, Effectene Transection Reagent (Qiagen) £ ffl </"> T , lOOng/^x;!/ 

sT*2iHi^TfL, mmmmm-e&mLfco 

[ 0 0 4 4 ] 

■vy xMmmmmMymm 10 
gadd 3 4 xm^* xts'&&B&&vK; *tc&& + & xmmm&mm (mef) 

14. 5 BftCfl&JBfr&HMbfc. £T0«**»tt» 1 0%*fl&Jl*J» (F C S) 
fcMjfcbfc^Ol^y 3i»«j&«iSifl (Sigma) * T* Ml ft b tc . ^fl!ig» 43 J: t>*SHI&<D It 46 
tc, iiiliS£ 2 x l 0 6 ifflaa/1 O c m 7 U- FCSlTSlLft. 
[ 0 0 4 5 ] 
^i>7^Py r- frtf 

JftJJPttff (20mM HEPES (pH7. 5) , 1 % T r i ton X-100, 
150mM NaCU 10%^U-feP-;l/s feiOFltnM EDTA, & &'tf t 1 mM7 
ir;M^^k>-/l'7/l'* l J F (PMSF) , 1 (i g/m 1 CH'^/f-y, *> ± t>* 1 
(ig/raM7*X?f» * ffl V T , IBIB*Jl3&»6*»)ttiLfco »6nfc»ttt»*, 1 2 20 

. oooxg. 4 iCT? i 5 ftMM&ftm b, ±m&v>fv y ?m®m ( 1 o o mM t 

ris-HCl (pH6. 8). 4 % S D S , 20%^U-tra-;l/, 1 5 0 mM 2-- * 
y^yhx^y-;K fcit?l%7"ut7iy-;l/7;V-) fpT'5#H^?#b;fco 152 0 
/igCD^>/^^/S^9%^fcttl 2%<DSDS/PAGE±-e*M&ffi)L, ~ h p -fe /I/ n 
-XllcK^LfCo f 5.nft7"a7 5KXtiS*ir*^St5PBS-T (0. 

05%Tween20?«SLfelxPBS) T 1 l?K^n7 + y^L, — # Sift t i: t> 
fcSfiT?6ll*lffl3:;fe{44'C"e-lft>f>*:i'"<--hb, 3Bifci*b;fc»K» HRP ( E ft 7 

, ft^lS^EC L + 7h (Amersham) C <fc 0 , * © Sift © V> *» * ffl ^ T « W b : ti 
*X*p5 3 (S e r 1 5) St ft (#9284, Cell Signaling Technology) , Si*X*e I 30 
F 2 a (S e r 5 2) St ft (44-728, BIOSOURCE international) , Sx e I F 2 o fix ft (s 
C7629, C-20) > SlP P 1 o St ft (sc-6104, C-19) % fc^tfSiG A D D 3 4 Sift (sc-825 
, C-19, Santa Cruz) 0 
[ 0 0 4 6 ] 

yviliU PBSfttf, ^nr7--lf|5E*9J(l/ig/mlD-r^y^> s l|ig 
/ m\Tfu^=.y , J; OF 0 . 5mM7i-4/^yX;l/*r;l-7;l'*'JH) * *f ft b 
ft2 0 0 |i 1 (Di«lA (lOmM HEPES (pH7. 9 ) s lOmM KCU 1. 
5mM MgC 1 2 ) fp-JCfcl^T, *±T^O*i^-r-bfCo SMBJ(ttltbft&&Sfe& 40 
, 2. 5%Nonidet P-40 plus 7°Of 7-ff Ifl^^Wt 5 2 5 /i 1 C 
«*MA©*jtafc*oT»tt%»*bfco r-ft ( 3, 5 0 0 rpm, 4t, 4 

#K) b, ±i»*BiR U C©±»*5@WI611»»bfc»K:j8&#II(3. 5 0 0 r p m 

, 4t, i o#ra) bfc„ aa»5in-5 f=46, /nfr--if mmm^tsn Lrdmam 

mW.C (20mM HEPES (pH7. 9), 0. 45M NaCK ImM EDTA 
) tf>T*M^l/7 h5^y^a^-hL> Si^dt ( 1 4, 000 rpm. 4 t , 1 0 #IW 
) £ff&<^ ±?t*@iR bfc„ £*ffl8a$8?^«, ±jS©J:5 KSlSlbfc,, 
[0 0 4 7 ] 

*ia us £ , #u-D-u>'y^3-r-i'>^^n/t^7X7j/^-K-±(csifflLfco 241$ 50 
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MM S ^II?Sfi 8 0 /i g / m 1 Tr^iJUL, AA-fr^SJfU^^ + a^-h L,fz 
o aBS^P B ST'ffii^L, 4% (w / v ) M7*/U7/VfHKSttt5P B S4>T1 
0 # IS @ £ ft L , 0. 2% (w/v) Tr i ton X-l 0 0 ^tSt? P B S tl? 5 

ftmmmikLtco ssnftie*, 2% (w/v) ^^ifa»7;i/^5> (bsa 

) mt«PBs«i^T, imrsyoy^y^trco (1 : 1 

OO^S?) fc, 7;l/* U-fe-f :/*S^i!r*ffi#*JJ:ff/*fctto-*r* > *S S - # ft ft 
(1 : 2 0 0 #«i!) ££ffl^Trr&ofc„ # (Dftf* © o *> <0 -o * fc ti Z 

Ofc/g^ffcliiLfc : Stray c fix ft (Invitrogen) , fix P P 1 a ft ft (sc-6104. C-19) 
» *> S'ft't^ftftn-:^ 5 (sc-2349, Santa Cruz) , £ If 7 It ^fit V «7 X fit 

)i* u-t-J ym-Brik (dako) . 2 )i g /m l ©a^ftynef^A (P i) 10 

%flf^T« (DNA) £5fefeL, *M-tt*#7^X7^ H±fc«^fe„ 
[ 0 0 4 8 ] 

T-fi&¥®m±Mmmmt LIS t fc. ^/U-^IBO«W-*»#«S6tt> two-way re 
peated-measures AN0VA fC <k o Tff IS U fc c p < 0 . 0 5 <D m& fc > W ItM 5 t> © 

[ 0 0 4 9 ] 

2 . IS ft 

DNAjUIfc^D^aiggftSp 5 3 'J >SfeOG A D D 3 4 tCfc 51g% 

p 5 3tGADD3 4CiiI*^#ft«ftJ6, SOAS-2«lfi (p53^*f*^a 20 
8S£) £ > Zjig/mlSftttO. 2(i g/m 10fh7l)-^i"J>^iSlfcDMEM 
l/s ISSp 5 3 (1 43A) CHSy7X5HT47>X7inU $ 
etc, pTRE — GADD3 4^7^-^*^ p T e t-o f f^^^-TISIRfh^yX 
7x^hbfc 0 h- ^ > X 7 x ^ a >© 1 2H^1, fF7i)-^i"Jy?;i^fto h7> 
X7x^->3y©3 6^^i(C, «IB%ffi»LfcPBST*2lal»s»Lfc. ^fflflattW^fc 

o *<Dm&&B I Kw + o H 1 fc JJtltf, G ADD3 4©I*I1I(C<):|3, 
p 5 3 U >»{k*«ffi3t*n» C t^SS^So 
[ 0 0 5 0 ] 

*^T', GADD3 4 # i n v i vo fC $5 T p 5 3 V > !& it % {SIM ~? %> 1§ % M %> fc 30 
46, GADD3 4*«v7XEJ8lt»iNll8S (MEF) £:|3l:r5p5 3#>/^35M*5j: 
tf p 5 3 U >Mit<Dftffi*'l7%-Dti 0 fflti&*mm8 0 /i g/m 1 ©MM S T'ML7c&, 
I»£®l*£T**>><*ll»llPtt*MBL;fco 5 0 (i g©f ?>A7aty/;^ 1 2 % S 
DS-PAGElCioTfagtlL^ P V D F miCtfcW L, ±Jfi L fc # ffl ftft £ ffl ^ T & 
febfco ^m^02tc^-r o H 2 £ <k n fc£ , GADD3 4XiMEF(C*»5MMSMl 
& 1 2B#lffl<0l$j&T*<Dp 5 3fe±tf*X*-s e r 1 8 p 5 3 <D^MU^)llt, !?4lM 
E FlCit^Tffi^Cttf^SnSo 
[ 0 0 5 1 ] 

MMSlljlCfettSG ADD3 4tCj:5 7'Pf-ryii->X77 j'-'tfl a (PPla) <D 
^gaft^O&ff 40 
GADD3 4 p 5 3 U > l&ft* «E it "T 5 185 Off ffl ft * * W 6> fC f * tc «> , GADD 

3 4 L 5 5 P P 1 a ©^fj^Sl^fco 
[ 0 0 5 2 ] 

*t\ N I H3T3«^^7*;l/i>7yl/ftKtff@tftl, P I T?©ft&*$<fctffit 
PP 1 a ftftT'<D?fefe£tT&VV ^n?n$IiiTi^! L <, 2 £ fc: . C *l £ © SB £ 

LT^S^N I H3T3llfiftt, PP 1 ali> SfflllSS<};t)t>&rtt;:£<#£-rs;i£tf 

[ 0 0 5 3 ] 

* 1/^ T* , N I H 3 T 3 m M * M M S V ffi S L . /< 5 * )\< L. 7 b t \L K 4> T* @ £ ft b & 50 
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[ 0 0 5 4 ] 

GADD3 4 * y/**Sfcftg«ftiri^#fc«»ftK:fflfflT£a^fc«K My c Z >? K 
Wt"5 G A D D 3 4£51giTSf?K^?*-£N I H3T3ilBattfCh^yX7x^hb 
fco ^fSGADD3 4- my c^^^iltSN I H 3 T 3 »SSE:M Lt, RP P 1 a 
Jnftfcitfffim y c ffii* T- © ~ S ft g&fi £ ft & o 0 U^OIM^ ««jSU-1f- 

tfc. nsm. ^n^ti'>% < tt> zm-r-DftKotco *<Dm%. ppia 10 

*5<fctf G A D D 3 4 ©pj##, ±£*mBK4i ©tt£0»#fc#ft* * C fctfjRSftfc. $ 
P>tC, D10C 6 (3) (3»>{b3, 3' -^^*^/l/^- + -9-*;l/#^7->) S4fe^fr 
fcofci: GADD3 4 i3 <fc tf P P 1 a ti /.hliatt * £ & # L T ^ 5 !1 t £ n ft o 

[ 0 0 5 5 ] 

w±fc?ssn*isiii*«&£»K"r*fc«>, mis&zfWMm$>(D? p 1 acoa^xx 

[ 0 0 5 6 ] 

$ ?\ N I H 3 T 3MJS*9 0 (i g/m 1 OMM S T'JffllLfto MMSili02~ I 2 

DS-PAGEffly;I/±T'tiaiL, SGADD3 4Jnft£fcfciinPP 1 a "7* 7 P 20 
V7--t y?LtCo &IR£03£jR-r o 0 3 (C <£ ft ff , M M S SO* H <D 8 H# & £ ^ T , SB 

flsstxopp i a©a^ii/in-rs©{C)hfu. a^cpp 1 aciA'i^tsc^^jn 

5. $ fc, N I H3T3afiffOPP 1 aOIiii, MM S WMlC <fc T gfc Lft^ C £ 
[0 0 5 7 ] 

^^T'> GADD 3 4'"ME F feilf G A D D 3 4"'"ME F 5: 9 0 fi g/tn 1 ©MM 

st'ffiiLfto m m s ffiffl© 8 mrs'&ic, ^amti^iHiiR Lfc„ :n e <d+j- y?/i% s d 

S-PAGEffly;UttMaiO, fitPPi a6t#77nyf^V^lft, iS^H4 
JC^-To B 4 fc <fc *l tf » GADD3 4^|MEFfaMMS»HCiorlrtPP 1 al 
ffSftLft^OICjBL^ S^g/ME FT-tiMMSffllCtoTtlftP P 1 oltfS'>t5 30 

[0 0 5 8 ] 

PP 1 IBgMTfe'S^^^atCfc&^H/Xgiiittp 5 3 U >&ffc(£>if £ p 5 3» 

* mwp p iisa#ffln?****^»f4p53oyyiifl:©ttMuc» 
g £ * 5 # , ji^<D*ft"FT'ttp5 3<D-trUvi8«^fbt^v^;ii:*^^nTi/^ ( 
Merrick B. A. et al., Biochemistry 40, 4053-4066, 2001 ) o L L , XFl/XlftT 

k * v t p 5 3oijyi<t(cgft^i5n5fr§frico^TS« Lnji'icssfnt^ 

ft^. p53Uy||{ki:PPlai:(DMjl^Ii^5fc46, *#£"I?©#ffiT}3<}:t>*^&T 
T*©p5 3©^y>18{Cfctt£y>&{fc©a£iti&bfCo*f\ NIH3T3ISS^> 40 
6 0mm^*mcftc 1 x l 0 6 JBfi/^x^OllSlKTfffaUfc. 2 4«rlfflJ8SI**fcft, 
Cfte>©*ffl!3a£UVC (50J/m 2 ) (CfSL, M t£ 4 K? M © £ T' , S/ * a 'N * ^ 5 
K (lOjig/ml) £^JtabT$T£fcp5 3*>/^R3-$£K»Lfco S/^O's + tf 

5K»ioa, msoNfjSfcfcv^Tifflaa^mRts -t u > 1 8 £ & ^ t u > & ft s n p . 
5 3<oi/^;i/$ftSLfco ^<D^s*a5{c^-r<, 05(c<tntf, n i h 3 t 3ifla(cfc 

l 1 !, U Vllti 0 p 5 3 U VtftA'if ?n5c tii^ftlS. U VjfilCtSp 5 

5 3'J>8ft©l/^;W<M'>LS!!i^ft (0J*.tf. f^D'x^*; Ffflil 1 5»fcJ;tf 

3 0 fr^RfjST*©^- C £) „ 50 
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[ 0 0 5 9 ] 

GADD3 ±Q±%MMMK±zmmMMJlMM 

GADD3 4 tfMMmmZWm-? Zfr&frZm^Zfcib. GADD3 4 * y rt? S©f8 

3-gadd3 Amm^mm^m^m^tzo 

[ 0 0 6 0 ] 

Sf\ fflBa^l00mm^Simcf{C4X10 5 SfflBa©m)ST'iSfflL, 2 (j g/m 1 Of 
Br3£OWf*C43l^TailB*aiRb» WBSrt * >/<^K*fiHLfco 1 0 0 p g ©^HHIS 2 10 

yrttmzm^r. kg add3 4tii#tt < ];5^i,y7D7f -f >^»tf*tT§oft„ * 

©*SfR£0 6 Kit o 06CJ;ntf, GADD3 4Sf$RlMBSfci:, f h7^-f^J>0 
#ftTT*tf:{Sl^;l/©rtai4GADD3 4^>/^R^^-r©tc*fLs f h5*Y*'J> 
Z®l>rc'<ki&, GADD3 4 Z y^tmtt 3ig&L±lcmW-$ £ ttfmZftZv 
[ 0 0 6 1 ] 

^4SGADD34?>/^l?iIf5Te t-o f f GADD3 4JIJK 
3S*/<7Wi7*fl:K1iTfB£ftl. SPP 1 a Ktt K <fc S ftSSfefi £ P I Sfefi 

Hi, xh7^^^Uy<D#fi"F (GADD3 4i!)'li?nSl^ftT) T* fi , ifiCPP 20 

iooa««BifiJic*tt*«e«suA^fc««, f H^^^jv^i^fci (gadd3 

[ 0 0 6 2 ] 

g ad d 3 4 (Dmj&mmfcmm? zmmzm^tzo sir, 3xio 4 ioni 

H3 T 3-GADD3 4S§goTMfl&£6 0mmlg*m*{C»fflL, 2 ji g/m 1 ©f F 

it MflS**3Bnifc:t>fc-3T<5B»*.;fco tO«S4B7 aEwt. i: 

, ttmy-yfll tLT , ±EOlBK«ilTN I H3T3-*J'7i7-<?«ipr«IIIB 
&ffl^Tfxftofc5tSl&©ISfll*H7 bKiS-T. 07 afeitf07 bt'ii, 3 HI © fg <fc 
5¥«l±l¥IMi:l,Tf-^^SLt^5. 07{C<i:n(f. G A D D 3 4 £ i§ >» L & 30 
<^£ftT (r h 9*-f * U >©#ftT) fcH^fcHHS** 7 2 B#R8T* 1 . 5 felcmW LtctD 
K»U GADD34^iit5*ffT (f h7*^ VO^FftT) KB^fcHUHttif 

iii4i»*ffT (r h ? y >©#ft~F) fcaa^feiiiBfc ( 

[ 0 0 6 3 ] 

w±©^»«s^6, gadd3 4%nmLitmmtimmmm&*%5 *><Dtmiei-5if 

<bt\Z> 0 ZCT's GADD3 4©p 2 1 m R N A^ltWt GAD 
D 3 4«iI(|*lWTR T - P C R»«f*fi4oft. Sf, G A D D 3 4 SI » Rf flE«B BS 
« % 6 Omm^IlPftcSll, 2 (ig/m I Of h 7y^f 7 ') >*ttt 5 D M E 40 
Jftcf CBI^ft. 24HHI> f bff>f^'Jy*i^t, iSBflS«r48B#M^«Lfco £ R 
NA^itbl, p 2 1 mRN A^itf iSTi'f VmRNA © * tl ¥ ft K. O V T R T - P C 
R*ff*oft. *08**H8CSt, H8IC15V^T, 1 « G A D D 3 4 Tet-on 
mMZttL, 2 li G A D D 3 4 T e t - o f f «B*wl/, 3tt*J'7i7-«T e t 
-on*HIB**U 4li;l/->7i7-^Te t-o f f *fflBa£/*-f o £ fc * tf-f *>l>&tt 
» RT-PCRtfe»*7'fi'*»*Sf. 0 8 £ J; ft {£ , GADD3 4£f§*|LfcilIBS 
KfcttS p.2 lmRNAC^lli, G A D D 3 4 *aiL4* o fcSfflflSJ; 0 d £ # 

i^tlT^S. Mliitfe^T, G A D D 3 4 (i > /\ <7 X If V t? 

5j3 7^f yOmRNAOltlC^iLS^ilil/liSJnTl^o 

[Hffi©(S#aSiW] so 
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[ 0 0 6 4 ] 

[01] m 1 fct, GADD3 4©aiii:p 5 3<Dijyifcfc«Ii^^t@t*S§o 
[02] H 2 ti, MMSiIi©i4iV')XIBIlfJSlfe<t:0 , G ADD3 4^I-7-> 

[03] 0 3 MMS SaSKiS, ^rtti.fcO'^liaMft'OPP I a (DMtDmm&itZ* 

[04] 04 fi, MMS*afflf£8l$K©R$j£{C*5lt3> GADD3 4^fflV?XKI8«g 
SBHafc£tf§5£Sv?XEf8$g$8S©&l*IPP l aJ)liStlT'$5 0 

[05] 0 5 it, £3, XH/XKiOBfSnSp 5 3 V Vfkfcomm. *5 10 

<fc p 5 3^>^^H^(W©ISS^^-r0T*fe?.o 

[0 6 ] 0 6 tt. GADD3 4»WWli3T3*fli!fcfetJ* % f h7t'f » 'J VO^fiET 
7OGA0D3 40g|^*tSt*S5. 

[07] I7tt> GADD3 4*Bl*L;fclinififcGADD3 4*ML&fro;fclBIBi:© 
[08] I8ti, GADD3 40i«iCj:Sp2 1 > y/^JtOii0*^tH?*5. 
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(72)ish# mmm je m 

mmxmmmm 3 6-3 mymmm^^m^mmmmm^ 

F 2G045 AA40 BB03 BB20 CB01 DA12 DA13 DA14 DA36 FB03 

4B024 AA01 AA11 CA02 DA02 EA02 HA17 

4B063 QA01 QA05 QA11 QQ08 QQ53 QQ79 QR32 QR59 QR77 QR80 

4C084 AA13 AA17 NA14 ZB112 ZB152 ZB262 ZC022 

4C086 AA01 AA02 AA03 AA04 EA16 MA01 MA04 NA14 ZB11 ZB15 
ZB26 ZC02 

4C087 AA01 AA02 AA03 BC83 CA12 NA14 ZB11 ZB15 ZB26 ZC02 



